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Hon. Commissioner for Patents: 

I, Nancy Parenteau, declaim as follows: 

1- '°'"^"«'«'yM.S.inl977inBiologyandmyPhD inlos, » 
^avesp»tmo.,,at,fo„«ee.,,eatsmvo,vedi,.tissu= Jllf : 

^^^^^ 

2- '^™">'.'-SeniorVi«Presiden,a„dChiefScientificOfficarat 
Organogenests. too. in C^,„n. Massachusetts, which is theassi«,ee r,H T 
application. "° ^«8nee of the above-identified 
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descnbed essentially in Example 15, using condition 2, and in one variation the media was 
supplemented with2%fetal calfserum as described in paragraph five below. 

4- A detailed characterization of the extracelliUar matrix components produced by 
cultured fibroblasts under both serum and serum-free conditions was performed. As part of this 
detailed characterization, the presence of a quarter-staggered 67 nm banding pattern and decorin 
was determined. 

5. Neonatal human demal fibroblasts (P7) were harvested at confluence and seeded 
at htgh density on a porous polycarbonate membrane in a transwell fonna. and pehodicaUy fed 
for t wenty-one days w ia^m-6ee medta supplemented with g^wB, factors, ascorbic add 
v^aminsandnutrients^Itfonevariationofthe culture method the media was supplemented 
2/. fetal calf serum. The cells continuouslyproduced matrix during a^stimeperiod to createa 
tissue with uniform thickness. Histological analysisofthe constructs at daytwemy-one 
demonstrated the presence of the fibroblasts in what appeared to be a dense collagenous matrix 

matwe|e,medHumanDerma,Ma,rix(seru„a„dsen,m.lree).U,^astructuralanalysisofthe 
aunan Dennal Matrices was perfomied by transmission electron microscopy (TEM) A, high 

ma^fication banded collagen fibrils exhibiting the quaners.aggered67mnperiodicity 
characteristtcoffibnlsinhumanskinwereseeninthematrixsurroundingthefibrohlaststS. 
^■|±f!Sl^>l«='o-ExhibitB). On infomtation and belief, these results demons^^^ 
presence of a quarter-sjaggered ,7 nm banding pattern in the extracellular matrix of a tissue 
construct produced in the absence of exogenous matrix components. 

6. "^i^'yP-fiedp^teoglycanextractsofsommandserum-fteeHumanDermal 
Mamces were prepared and assayed for decorinbyan inhibition ELISACbiglycan was also 
assayed). T^ree samples ofS.Hcm^were cutout fiomtheHumanDennam 

.O.M™U0.15MNaC,.0.0,MBOrA,0.0005MPMSH.0.03^^ 

ep^ted or 72 h. Combmed supematants were applied to a column containing , ml DEAE- 

exhaction buffer contammg IMNaCl. Eluates were desalted and concentrated to 0 5 - 1 ml 
«™gcentrifiiga,ult,afi,te.(M.ll,poreUl.ratee-15,laKNMWL,andlyophili.edELISAfor 
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decorin was accomplished as follows: Eight-well strips (Nunc Maxisorb) were coated with the 
protein core of purified bovine skin decorin in a 1 :1 mixture of Voller's buffer and PBS, 
overnight at 4°C. Wells were washed with PBS/Tween and then filled with 1 % bovine serum 
albumin in PBS/Tween to block non-specific binding. After 4 h at room temperature the wells 
were washed again with PBS/Tween. Lyophilized extracts containing unfractionated 
proteoglycans were dissolved in 0.1 ml of O.IM Tris/acetate, pH 7.3. Suitable dilutions of these 
solutions were prepared (in triplicate) in the same buffer, mixed with an equal volume (50 ul) of 
the monoclonal antibody 6D6 (hybridoma cell culture supernatant, diluted 1 :400) and left on the 
plates overnight at 4°C. Standard solutions of decorin protein core were prepared to cover the 
range of 0 - 1 1 20 ng per well. After a series of washes, the second antibody (alkaline- 
phosphatase-conjugated goat anti-mouse IgG, Sigma) was applied and color developed using the 
substrate p-nitrophenyl phosphate. The results demonstrated that serum-fiee Human Dennal 
Matrix contains twice as much decorin as the serum-containing construct (See Table, attached 
hereto as Exhibit C). On information and belief, these results demonstrate the presence of 
decorin in the extracellular matrix of a tissue construct produced in the absence of exogenous 
matrix components. 

I further declare that all statements made herein of my own knowledge are true and that 
all statements made on information and behef are believed to be true and fiorther that these 
statements are made with the knowledge that willful false statements and the like so made are 
pumshable by fine or imprisomnent, or both, under Section 1001 of Title 18 of the United States 
Code and that such willfid false statements may jeopardize the validity of the apphcation or any 
patent issuing thereon. 



@|004 



Date: ^ 

Nancy L. Parenteau 



flPR 12 '01 14:24 



Nancy L. Parenteau, Ph.D. 
5 Mainstone Road 
Wayland, MA. 01778 



Place of Birth: Manchester, New Hampshire 
Work Experlftnfto- 

S:?SS^r^stS;;Sr""' ^ --^-^ '--d in .ssue 

]l?4 19lT S^"' o ^''! ^^^^'^^"^ Chief Scientific Officer 
99o" 9?! n ''^ T'^'l^^"'- Science 
988" Qon n^^"" ^'°'°9y Research 

1986-1988° Gro^Sercir^^^^^^^^^ '''''' ^''-tor 
Post-Graduate *»y perience: 

'982.,986 P„3,. Doctoral Fellow, Laboratory of Toxicology, Han,ard School of Public Health 
Education: 

• B. A., Zoology, 1 975, University of Vermont, Burlington, VT 

• M.S., Biology, 1977, Rivier College, Nashua, NH 

• Ph.D., Anatomy, 1 985, Georgetown University, Washington. D.C. 
Field of Sttiriy 

• ™"ntf^ry^^^^^^^^^ 

' wT^rsts:s^Sr°ss^^^^^ 

* X'SSrri^S^tr^'^^^'''^™^^^^ 
Teaching Experienrfi- 

Medical Gross Anatomy, Teaching Assistant, 1978; 
Medical Neurobiology, Teaching Assistant, 1979 
Medical Embryology, Lecture Presentation, 1980, 1981 
Medical Microscopic Anatomy, Laboratory Instructor, 1981 

Human Anatomy and Physiology, Course Instructor, George Washington Univ. Hospital 
Radiation Oncology Program, 1981 
Junior Laboratory Instructor, 1982 



04/12/01 



Nancy Parenteau, Ph D 
Page 2 



Scientific Manaq«»m^^t ExDeriP»/>o. 

• Cell Biology Research . r^., ^ „ 

• Morphology '^"""''e Research and Development 

• Molecular Biology * Immunobiology 

• Cryobiology " ^''oduct Development 

• Biomedical Engineering ' J!T^ Engineering 

• Matrix Biology * Orthopedics 

• Vascular Biology 

Significant Arh.o„^mpn|-. 

for additional cell typos. The melhodrabtes exoe t^I^^^^^^^ systems 
microcamer culture of keratinocytes and Ste ihp h21 ? previously impossible, enables 
grafting without the use of undefined componente or fMH» n°' T'''^™^' 

' ,„ 

The clinical product is the first cell therapy to haveTur^^V^^^ epidermis and dermis, 

oward FDA approval. It is expected TbS^one oMhelsf " '"^^e-scale clinical trial 

reach the marketplace. The in vitro product won In RAn nn ^ '"^9"'^*^^ therapy to 

work as a significant technological advance leading to a producr^*^ ^^'^^ recognized our 

• ''-re,°::aLTm^^^^^^^ 

represents the state of the art i'n crvopi^TrlZTerhnology ™' -«><""Plishment 
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